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Background: Glucocorticoids as well as mineralocorticoid have been shown to play essential roles in the regula-
tion of electrical and mechanical activities in cardiomyocytes. Excess of these hormones is an independent risk
factor for cardiovascular disease. Intracellular sodium ([Na+]i) kinetics are involved in cardiac diseases, including
ischemia, heart failure and hypertrophy. However, intrinsic mediators that regulate [Na+]i in cardiomyocytes
have not been widely discussed. Moreover, the quantitative estimation of altered [Na+]i in cultured
cardiomyocytes and the association between the level of [Na+]i and the severity of pathological conditions,
such as hypertrophy, have not been precisely reported.
Methods and results: We herein demonstrate the quantitative estimation of [Na+]i in cultured neonatal rat
cardiomyocytes following 24 h of treatment with corticosterone, aldosterone and dexamethasone. The physio-
logical concentration of glucocorticoids increased [Na+]i up to approximately 2.5 mM (an almost 1.5-fold in-
crease compared to the control) in a dose-dependent manner; this effect was blocked by a glucocorticoid
receptor (GR) antagonist but not a mineralocorticoid receptor antagonist. Furthermore, glucocorticoids induced
cardiac hypertrophy, and the hypertrophic gene expression was positively and signiﬁcantly correlated with the
level of [Na+]i. Dexamethasone induced the upregulation of Na+/Ca2+ exchanger 1 at the mRNA and protein
levels.
Conclusions: The physiological concentration of glucocorticoids increases [Na+]i via GR. The dexamethasone-
induced upregulation of NCX1 is partly involved in the glucocorticoid-induced alteration of [Na+]i in
cardiomyocytes. These results provide new insight into the mechanisms by which glucocorticoid excess within
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license (http://creativecommons.org/licenses/by-nc-nd/3.0/).1. Introduction
The sodium ion (Na+) is the primary determinant of the distribution
of body ﬂuids. While the extracellular Na+ ([Na+]o) is ~140 mM, the
concentration of free intracellular Na+ ([Na+]i) is normally 4–16 mM,
as exquisitely maintained by a series of ion channels and transporters
[1–6]. This transsarcolemmal Na+ gradient is a key regulator of various
intracellular ions and metabolites. In the heart, [Na+]i has been shownlity and freedom from bias
ent of Internal Medicine,
i, Minato-ku, Tokyo 105-
Ltd. This is an open access articlto increase in the presence of cardiac diseases, including ischemia,
heart failure and hypertrophy [2–6]. Although the molecular mecha-
nisms bywhich [Na+]i increases in pathological conditions and the caus-
al relationship between [Na+]i and cardiac disease remain controversial,
some reports have suggested that elevated [Na+]i induces unfavorable
effects in cardiomyocytes. For example, an ionophore monensin, which
transports ions across the cell membrane and increases [Na+]i, has
been reported to activate the hypertrophic gene expression via salt-
inducible kinase 1 (SIK1), a kinase known to be critical for cardiac devel-
opment, in amyocyte cell line [7]. On the other hand, elevated [Na+]i in-
creases themitochondrial formation of reactive oxygen species in failing
cardiacmyocytes [8,9].Moreover, a rise in [Na+]i reduces Ca2+ extrusion
via the Na+/Ca2+ exchanger (NCX), which induces diastolic Ca2+ over-
load [5]. These reports suggest that elevated [Na+]i in cardiomyocytes
is a trigger for the development of pathological conditions in the heart.
Corticosteroids, including aldosterone and cortisol (in humans)/
corticosterone (in rodents), regulate the absorption of sodium ions ine under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/3.0/).
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alocorticoid receptor (MR). An excess of these hormones induces sodi-
um retention, thereby causing hypertension [10,11]. Moreover, high
levels of cortisol and aldosterone are known to be independent risk fac-
tors for cardiovascular events [11–13]. This may be partly due to the di-
rect alteration of mineralocorticoid receptor (MR) signaling in the
cardiovascular system in addition to secondary systemic activities of
these hormones, such as the induction of hypertension, as MR antago-
nists are responsible for marked prognostic improvements in patients
with heart failure [14–16]. In cardiomyocytes, MR is expressed, while
11beta-hydroxysteroid dehydrogenase type 2, which converts gluco-
corticoids to their inactive metabolites, is not [17,18]. Hence, under
physiological conditions, most MRs are presumably occupied by
cortisol/corticosterone. On the other hand, glucocorticoid receptor
(GR), which displays high sequence homologywithMR and binds gluco-
corticoids with higher afﬁnity than the mineralocorticoid aldosterone, is
also expressed in cardiomyocytes. However, the role of speciﬁc GR sig-
naling in the cardiovascular system is poorly understood.
We and others have recently reported that aldosterone induces
[Na+]i elevation in cultured cardiomyocytes and that this effect is
rapid and non-genomic and occurs in a mineralocorticoid receptor-
independent fashion [19,20]. Although there is a previous report that
24-hour treatment with aldosterone activates Na+/H+ exchange
(NHE) and increases [Na+]i in cardiomyocytes using a sodium ﬂuores-
cent indicator [21], the absolute value of the alteration in [Na+]i is not
available. To our knowledge, the effects of glucocorticoid/GR signaling
on [Na+]i handling in cardiomyocytes have not been previously
reported. Moreover, the relationship between the severity of a patho-
logical status, such as cardiac hypertrophy, and the level of [Na+]i in
cardiomyocytes has not been discussed.
The present study was conducted to identify the role of corticoste-
roids, including corticosterone, aldosterone and synthesized glucocorti-
coid dexamethasone, in the regulation of [Na+]i in cardiomyocytes. The
results suggest that NCX1 is involved, at least in part, in the pathogene-
sis of altered sodium ion handling under conditions of glucocorticoid
excess via the GR pathway.2. Materials and methods
2.1. Reagents
Corticosterone, dexamethasone, eplerenone and RU486 were pur-
chased from Sigma-Aldrich. Aldosterone was purchased from WakoFig. 1. In vivo calibration of SBFI. The in vivo calibration of SBFI was accomplished by
exposing NRVM to various extracellular [Na+]. Between 0 and 20 mM [Na+]i, the SBFI
ﬂuorescence ratio (F340/F380) exhibited a linear relationship with [Na+]i (R2 = 0.998,
P b 0.0001).
Fig. 2. Corticosteroids increase [Na+]i via GR in NRVM. NRVM were treated with cortico-
sterone, aldosterone and dexamethasone at concentrations of 1 to 1000 nM in the pres-
ence or absence of 1 μM of RU486 or 10 μM of eplerenone for 24 h. The quantitative
estimation of [Na+]i was carried out after treatment. A: corticosterone, aldosterone and
dexamethasone increased [Na+]i in a dose-dependent manner. The data represent the
mean ± SEM of six to nine independent experiments. B: the corticosterone-induced
[Na+]i elevation was blocked by RU486 but not eplerenone. The data represent the
mean ± SEM of seven independent experiments. Cort, 100 nM of corticosterone; Epl,
10 μM of eplerenone; RU, 1 μM of RU486. *P b 0.05 versus control group, †P b 0.05.
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acetoxymethylester (SBFI-AM) and Pluronic F-127 were purchased
from Invitrogen. All primer sets for PCR were purchased from Applied
Biosystems. Antibodies were purchased from the following companies:
anti-NCX1 (Abcam); anti-NHE-1 (Santa Cruz Biotechnology); and anti-
β-actin (Sigma-Aldrich).
2.2. Cell culture
All animal procedures conformed to the National Institutes of
Health Guide for the Care and Use of Laboratory Animals and were ap-
proved by the Animal Research Committee of Jikei University. NeonatalFig. 3. Corticosteroids induce hypertrophy in NRVM. ThemRNA levels of the cardiac hypertroph
normalized to GAPDH (A and B). A: NRVMwere treated with the indicated dose of corticoster
independent experiments. B: NRVM were treated with 100 nM of corticosterone in the presen
mean± SEM of seven independent experiments. Cort, 100 nM of corticosterone; Epl, 10 μMof
microscopic images of NRVM treated with 100 nM of dexamethasone in the presence or absenrat ventricular myocytes (NRVM) were isolated from 1- to 3-day-old
Sprague–Dawley rats according to the manufacturer's protocol
fromWorthington Biochemical. Puriﬁed NRVMwere plated at a density
of 1 ∗ 105 cells/well in 96-well clear bottom plates (Greiner) in low-
glucose (1000 mg/l) DMEM (Invitrogen) supplemented with 5% fetal
bovine serum (Invitrogen), 10% horse serum (Invitrogen), 20 mM
HEPES, 200 μmol/l of bromodeoxyuridine, and antibiotics (100 U/ml
of penicillin G and 100 μg/ml of streptomycin). The cells were allowed
to attach at 37 °C in a 5% CO2 atmosphere, and subconﬂuent myocyte
monolayers were obtained after 48–72 h. Sixteen hours before treat-
ment with the indicated agents, the medium was replaced with
DMEM supplemented with 1% bovine serum albumin (Sigma-Aldrich).ic marker genes BNP, SKA and β-MHC in NRVMwere determined using real-time PCR and
one, aldosterone and dexamethasone for 48 h. The data represent the mean ± SEM of six
ce or absence of 1 μM of RU486 or 10 μM of eplerenone for 48 h. The data represent the
eplerenone; RU, 1 μMof RU486. *P b 0.05 versus control group, †P b 0.05. C: representative
ce of 1 μM of RU486.
Fig. 3 (continued).
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We measured [Na+]i in NRVM using a microplate reader as previ-
ously reported with some modiﬁcations [22–25]. Brieﬂy, NRVM were
loaded with 5 μM of SBFI-AM dissolved in DMEM supplemented with
1% bovine serum albumin for 3 h at 37 °C in the presence of the non-
ionic surfactant, Pluronic F-127 (0.05% w/v). After washing out the ex-
ternal dye three times with Tyrode's solution (150 NaCl, 5.4 KCl, 1.2
MgCl2, 0.4 NaH2PO4, 10 HEPES, 5 glucose and 1 CaCl2, pH 7.4) in the
presence of 1 mM of probenecid, leaving a ﬁnal volume of 100 μl in
each well, the ﬂuorescence intensity was measured using an Inﬁnite
200 PRO microplate reader (TECAN) at room temperature. Dual excita-
tionmeasurements at 340 nmand 380 nmwere obtained, and the emit-
ted ﬂuorescence was recorded at 510 ± 12.5 nm in the ﬂuorescence
bottom reading mode. The completion of hydrolysis was judged based
on the attainment of a stable 340/380 nm ratio. The microplate reader
is able to obtain measurements in each well of a plate within 90 s, and
the ﬂuorescence intensity was automatically recorded every 10 min.
In eachmicroplate, NRVMof the same preparation in 10wellswere pre-
pared in the absence of SBFI to measure the background signals of the
NRVM and microplates. The mean ﬂuorescence signals from the 10
SBFI-unloaded wells at 340 nm and 380 nm were subtracted from the
individual signals of the SBFI-loaded wells at each wavelength [22].2.4. In vivo calibration of SBFI
The in vivo calibration of SBFI was accomplished, similar to that
described in previous reports, by exposing the cardiomyocytes to var-
ious concentrations of extracellular [Na+] (0–20 mM) in the presence
of 1 mg/l Gramicidin D (MP Biomedicals), 100 μM of strophanthidin
(Sigma-Aldrich) and 2 mM EGTA, and the pH was adjusted to 7.1
with Tris base [22–25]. The solutions were prepared by mixing two
solutions of equal ionic strength. One solution contained 145 mM
Na+ (30 mM NaCl, 115 mM sodium gluconate) without K+, while
the other contained 145 mM K+ (30 mM KCl, 115 mM potassiumgluconate) without Na+. Calibration was performed at the end of
each experiment.
2.5. Real-time PCR
Total RNA was extracted from cardiomyocytes cultured in 12-well
plates using the PureLink RNeasymini Kit (Applied Biosystems) accord-
ing to the manufacturer's instructions. Two-step PCR was performed
with TaqMan Reverse Transcription Reagents and a TaqMan Universal
Master Mix Kit and quantiﬁed with the StepOne Real-time PCR system
(Applied Biosystems). The expression of each gene was normalized
to the level of GAPDH, which was stable under our experimental
conditions.
2.6. Immunoblotting
Whole cell extracts were prepared in cell lysis buffer (Cell Signaling)
and phenylmethylsulfonyl ﬂuoride on ice and boiled LDS sample buffer
(Novex). Equivalent amounts of protein were separated on 4–12% bis–
Tris gel (Invitrogen) and electrically transferred to nitrocellulose or
polyvinyl diﬂuoride membranes (Invitrogen). The membranes were
blocked with starting block (Thermo Fisher scientiﬁc) for 30 min at
room temperature and incubated with primary antibodies overnight
at 4 °C. The membranes were then washed with Tris-buffered saline
with Tween 20, incubated with the appropriate secondary antibodies
for 45 min at room temperature and developed using an enhanced
chemiluminescence method according to the manufacturer's protocol
(Thermo Fisher Scientiﬁc).
2.7. Statistical analysis
The data are expressed as the mean± standard error of the indicat-
ed number of experiments. The statistical analyses were performed
using Student's t test and one way ANOVA, followed by Tukey's test.
Values of P b 0.05 were considered to be signiﬁcant.
Fig. 4.Association between [Na+]i andmarkers of cardiac hypertrophy. NRVMwere treat-
ed with vehicle, corticosterone, aldosterone and dexamethasone at concentrations of 1 to
1000 nM in the presence or absence of 1 μMof RU486 or 10 μMof eplerenone for 48 h. The
relationship between [Na+]i and the hypertrophic gene expressionwas analyzed by using
a linear regression analysis. The coefﬁcient of determination (R2) and P value are indicated
in each panel.
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3.1. Corticosteroids increase [Na+]i in NRVM via GR
Fig. 1 shows a typical in vivo calibration experiment for SBFI in
NRVM. Between 0 and 20 mM [Na+]i, the SBFI ﬂuorescence ratio
(340/380 nm) exhibited a linear relationship with [Na+]i (coefﬁcient
correlation (R2) of 0.998, P b 0.0001). The value of [Na+]i in untreated
NRVM calculated using our method was 6.1 ± 0.1 mM (n = 30). To
examine the long-term effects of corticosteroids on [Na+]i, cardio-
myocyteswere treatedwith corticosterone, aldosterone and dexameth-
asone at a (patho)physiological concentration ranging from 1 to
1000 nM each. As shown in Fig. 2A, corticosterone, aldosterone and
dexamethasone increase [Na+]i in a dose-dependent manner, while
dexamethasone has 10 times the potency of corticosterone and 100
times the potency of aldosterone. These data suggest that GR is involved
in altered [Na+]i handling, in accordance with the ﬁndings of previous
reports showing the afﬁnity of steroids to the GR [26–28]. The maxi-
mum increase in [Na+]i in cardiomyocytes induced by these steroid
agents was approximately 2.5 mM (an almost 1.5-fold increase com-
pared to the control).
In order to examine the importance of GR signaling in the
corticosteroid-induced [Na+]i increase, we employed a GR antagonist,
RU486, and an MR antagonist, eplerenone. Treatment with 1 μM of
RU486 abolished the increase in [Na+]i induced by100nMof corticoste-
rone, which bound to both GR and MR in the cardiomyocytes, although
10 μM of eplerenone showed no effects (Fig. 2B). These results indicate
that GR is required for altered [Na+]i handling in cardiomyocytes treat-
ed with corticosteroids.
3.2. Corticosteroids induce cardiac hypertrophy via GR
As shown in Fig. 3A, corticosteroids induced the hypertrophic gene
expression, including that of B-type natriuretic peptide (BNP), skeletal
muscle alpha-actin (SKA) and beta-myosin heavy chain (β-MHC), in a
dose-dependent manner. These effects were blocked by 1 μM of RU
486 but not 10 μM of eplerenone (Fig. 3B). Fig. 3C shows the changes
in cell morphology of NRVM treated with 100 nM of dexamethasone
in the presence or absence of 1 μM of RU486. Dexamethasone induced
a marked increase in the cell surface area; this effect was abrogated by
RU486, compatible with the results showing that corticosteroids induce
the hypertrophic gene expression, and the ﬁndings of previous reports
by others regarding the effects of glucocorticoids on morphological
changes in cardiomyocytes [26,29].
3.3. Close association between [Na+]i and the cardiac hypertrophic gene
expression levels in NRVM treated with corticosteroids
As shown in Fig. 4, a close and signiﬁcant positive association was
observed between the level of [Na+]i and the hypertrophic gene expres-
sion in NRVM treatedwith the indicated corticosteroids. This ﬁnding in-
dicates that the extent of altered [Na+]i is associatedwith the severity of
pathophysiological conditions, such as hypertrophy, in cardiomyocytes.
3.4. NCX1 mRNA is induced by dexamethasone
In order to determine themechanisms underlying the glucocorticoid-
induced elevation of [Na+]i, we investigated the effects of dexametha-
sone on the expression of transporters that handle Na+ inﬂux in
cardiomyocytes. Fig. 5A shows the mRNA expressions of NCX1, NHE-1
and Na+/K+/2Cl− cotransporter 1 (NKCC1), the main transporters that
inﬂux Na+ in cardiomyocytes [1]. Forty-eight hours of treatment with
dexamethasone induced the NCX1 expression at the mRNA and protein
levels in a dose-dependentmanner; this effect was abrogated by 1 μMof
RU-486 (Fig. 5A). A higher concentration of dexamethasone signiﬁcantlyreduced the NHE-1 mRNA expression. On the other hand, the NKCC1
mRNA expression was not changed by treatment with dexamethasone.
3.5. NCX1 proteins are induced by dexamethasone
The protein level of NCX1was induced by treatmentwith 100 nMof
dexamethasone; this effect was blocked by 1 μMof RU486, according to
the mRNA expression. On the other hand, the NHE-1 protein level was
not changed by treatment with dexamethasone (Fig. 5B). Dexametha-
sone induced the upregulation of NCX1 at the mRNA level after 12 h
and at the protein levels after 18 h (Fig. 5C).
4. Discussion
In the present study, we found that chronic physiological concentra-
tions of glucocorticoid treatment increased [Na+]i in a dose-dependent
manner in NRVM up to approximately 2.5 mM (an almost 1.5-fold
54 D. Katoh et al. / IJC Heart & Vessels 3 (2014) 49–56increase compared to the control) quantiﬁed using the sodium ﬂuores-
cent indicator SBFI and in vivo calibration method. Supraphysiological
concentrations (higher than 100 nM) of aldosterone also increased[Na+]i. Furthermore, we conﬁrmed that these effects were abrogated
by a GR antagonist, but not anMR antagonist, suggesting that GR signal-
ing is essential for [Na+]i handling in cardiomyocytes.
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mones) in altering [Na+]i handling. For example, hyperthyroidism in-
creases [Na+]i and affects the expression of Na+ channels, NCX and
NHE [30]. On the other hand, α1- or β-adrenoceptor stimulation re-
duces [Na+]i [31–33]. We and others have previously reported that al-
dosterone rapidly induces [Na+]i elevation in cultured cardiomyocytes
in an MR-independent fashion [19,20]. Others have also reported that
24 h of treatment with 100 nM of aldosterone activates NHE-1 at the
protein level in cardiomyocytes via MR and increases [Na+]i measured
according to the sodium indicator, sodium green [21]. However, the ab-
solute value of the aldosterone-induced alteration in [Na+]i remains un-
clear because no calibration methods were used in these studies.
Furthermore, the variable dye concentrations in the cells and/or the
cell size may affect the intensity of ﬂuorescent indicator sodium green
due to its single excitation measurements [20,21]. Even minor changes
in global [Na+]i have a large impact on the cell function, primarily be-
cause small increases in [Na+]i affect Ca2+ ﬂuxes through NCX, and
the force of contraction has been reported to double with as little as a
1-mM increase in [Na+]i [34]. Therefore, the accuracy of measurements
of [Na+]i is critical in studies of [Na+]i in cardiomyocytes. In the present
study, we measured [Na+]i in NRVM using a microplate reader and
employed in vivo calibration of SBFI, which exhibited adequate accura-
cy, comparable to that of the traditional microscopy-based method
(Fig. 1). The value of [Na+]i in untreated quiescent NRVM calculated
using our method was 6.1 ± 0.1 mM, similar to the ﬁndings ranging
from 5 to 13 mM in previous reports of neonatal cardiomyocytes [35,
36] and adult cells [23,24,37] measured using microscopy or spectro-
photometers. The maximum increase in [Na+]i in cardiomyocytes in-
duced by corticosteroids was approximately 2.5 mM, which is a
slightly smaller alteration than that previously reported in heart failure
models [2–5]. This glucocorticoid-induced modest increase in [Na+]i
would have an impact on the subsequent development of cardiac
pathology.
In the present study, we also conﬁrmed that glucocorticoids induce
hypertrophy in cardiomyocytes via GR. Chronic treatment with physio-
logical concentrations of corticosteroids and supraphysiological concen-
trations of aldosterone upregulated the hypertrophic gene expression
as well as the incidence of morphological changes, in agreement with
the ﬁndings of previous reports [19,21,26,29,38–41]. Moreover, the
corticosteroid-induced hypertrophic gene expression levels were posi-
tively and signiﬁcantly associated with the level of [Na+]i, indicating
that elevated [Na+]i is involved in the pathogenesis of hypertrophy. Pre-
viously, an ionophore-induced small increase in [Na+]i has been report-
ed to activate the hypertrophic gene expression via SIK 1 in a myocyte
cell line [7]. That study showed that [Na+]i is an independent regulator
of the transcription and activation of the gene expression in an atrial
myocyte cell line. These results indicate that small increases in [Na+]i
induce cardiac hypertrophy, although further investigation is needed
to clarify whether the glucocorticoid-induced elevation of [Na+]i affects
the hypertrophic gene expression via the SIK1 pathway and whether
this phenomenon is applicable to ventricular cells.
[Na+]i is determined by the balance between Na+ inﬂux and efﬂux.
There are several pathways for Na+ entry into cells, including the NCX,
NHE, NKCC, and Na+/HCO3− cotransporter and Na+ channels [1,6]. In
the present study, short-term exposure (b6 h) to dexamethasone did
not increase [Na+]i (data not shown), and the glucocorticoid-induced
elevation in [Na+]i was a GR-dependent genomic reaction. These results
suggest that GR signaling modiﬁes the expression of transporters that
regulate [Na+]i. In this study, we found that chronic treatment with
dexamethasone induced the NCX1 expression at both the mRNA andFig. 5. Effects of glucocorticoids on the expressions of NCX1, NHE-1, and NKCC1. NRVMwere tr
48h. A: themRNA levels ofNCX1,NHE-1 andNKCC1 in theNRVMwere determined using real-ti
experiments. Dex, 100 nM of dexamethasone; RU, 1 μM of RU486. *P b 0.05 versus control gro
immunoblotting. The data represent the mean ± SEM of six independent experiments. *P b 0
in the dexamethasone-treated NRVM. NRVM were treated with 100 nM of dexamethasone for
(closed circles) of NCX1 at each time point are indicated. The data represent the mean ± SEM oprotein levels in a dose-dependent manner; this effect was abrogated
by aGR blocker. However, chronic dexamethasone treatment did not af-
fect the NKCC1mRNA expression or NHE-1 protein level (NHE-1mRNA
was slightly downregulated by 100 nMof dexamethasone). NCX, which
transports three Na+ ions in exchange for one Ca2+ ion, is the main
route for Na+ inﬂux in resting cardiac cells, and NCX1 is the major iso-
form in cardiomyocytes [42]. Taken together, we speculate that NCX1
is involved in the glucocorticoid-induced elevation of [Na+]i. On the
other hand, NCX has been reported to be highly expressed in late fetal
and neonatal rat hearts, decreasing to an adult level for RNA by
20 days after birth [43]. Therefore, the involvement of NCX in [Na+]i
handling and hypertrophy in NRVM may be different from that ob-
served in adult models. Further studies are needed to conﬁrm the con-
tribution of NCX1 in the glucocorticoid-induced alteration of [Na+]i in
cardiomyocytes.
5. Conclusions
We observed a signiﬁcant role of corticosteroids in regulating [Na+]i
via the GR pathway in cardiomyocytes. We also conﬁrmed that
glucocorticoids induce hypertrophy in cardiomyocytes via GR. The
corticosteroid-induced elevation of [Na+]i was closely and signiﬁcantly
associatedwith the hypertrophic gene expression. The dexamethasone-
induced upregulation of NCX1 is partly involved in the glucocorticoid-
induced alteration of [Na+]i in cardiomyocytes. These results provide
new insight into themechanisms bywhich glucocorticoid excesswithin
a physiological concentration contributes to the development of cardiac
pathology.
References
[1] Bers DM, Barry WH, Despa S. Intracellular Na+ regulation in cardiac myocytes.
Cardiovasc Res 2003;57:897–912.
[2] Despa S, Islam MA, Weber CR, Pogwizd SM, Bers DM. Intracellular Na+ concentra-
tion is elevated in heart failure but Na/K pump function is unchanged. Circulation
2002;105:2543–8.
[3] Baartscheer A, Schumacher CA, Belterman CN, Coronel R, Fiolet JW. [Na+]i and the
driving force of the Na+/Ca2+-exchanger in heart failure. Cardiovasc Res
2003;57:986–95.
[4] Pogwizd SM, Sipido KR, Verdonck F, Bers DM. Intracellular Na in animal models of
hypertrophy and heart failure: contractile function and arrhythmogenesis.
Cardiovasc Res 2003;57:887–96.
[5] Pieske B, Houser SR. [Na+]i handling in the failing human heart. Cardiovasc Res
2003;57:874–86.
[6] Murphy E, Eisner DA. Regulation of intracellular andmitochondrial sodium in health
and disease. Circ Res 2009;104:292–303.
[7] Popov S, Venetsanou K, Chedrese PJ, Pinto V, Takemori H, Franco-Cereceda A, et al.
Increases in intracellular sodium activate transcription and gene expression via the
salt-inducible kinase 1 network in an atrial myocyte cell line. Am J Physiol Heart
Circ Physiol 2012;303:H57–65.
[8] Kohlhaas M, Liu T, Knopp A, Zeller T, Ong MF, BohmM, et al. Elevated cytosolic Na+
increases mitochondrial formation of reactive oxygen species in failing cardiac
myocytes. Circulation 2010;121:1606–13.
[9] Bay J, Kohlhaas M, Maack C. Intracellular Na+ and cardiac metabolism. J Mol Cell
Cardiol 2013;61:20–7.
[10] Tomaschitz A, Pilz S, Ritz E, Obermayer-Pietsch B, Pieber TR. Aldosterone and arterial
hypertension. Nat Rev Endocrinol 2010;6:83–93.
[11] Pimenta E, Wolley M, Stowasser M. Adverse cardiovascular outcomes of corticoste-
roid excess. Endocrinology 2012;153:5137–42.
[12] Guder G, Bauersachs J, Frantz S, Weismann D, Allolio B, Ertl G, et al. Complementary
and incremental mortality risk prediction by cortisol and aldosterone in chronic
heart failure. Circulation 2007;115:1754–61.
[13] Yamaji M, Tsutamoto T, Kawahara C, Nishiyama K, Yamamoto T, Fujii M, et al. Serum
cortisol as a useful predictor of cardiac events in patients with chronic heart failure:
the impact of oxidative stress. Circ Heart Fail 2009;2:608–15.
[14] Pitt B, Zannad F, Remme WJ, Cody R, Castaigne A, Perez A, et al. The effect of
spironolactone on morbidity and mortality in patients with severe heart failure.
Randomized aldactone evaluation study investigators. N Engl J Med
1999;341:709–17.eated with the 100 nM of dexamethasone in the presence or absence of 1 μM of RU486 for
mePCR and normalized to GAPDH. Thedata represent themean±SEMof six independent
up, †P b 0.05. B: The NCX1 and NHE-1 protein levels in the NRVM were measured using
.05 versus control group, †P b 0.05. C: time course of the NCX1 mRNA and protein levels
various durations. The relative fold changes in the mRNA (open circles) and protein levels
f four independent experiments. *P b 0.05 versus cells treated with vehicle.
56 D. Katoh et al. / IJC Heart & Vessels 3 (2014) 49–56[15] Pitt B, Remme W, Zannad F, Neaton J, Martinez F, Roniker B, et al. Eplerenone, a se-
lective aldosterone blocker, in patients with left ventricular dysfunction after myo-
cardial infarction. N Engl J Med 2003;348:1309–21.
[16] Zannad F, McMurray JJ, Krum H, van Veldhuisen DJ, Swedberg K, Shi H, et al.
Eplerenone in patients with systolic heart failure and mild symptoms. N Engl J
Med 2011;364:11–21.
[17] Sheppard KE, Autelitano DJ. 11Beta-hydroxysteroid dehydrogenase 1 transforms 11-
dehydrocorticosterone into transcriptionally active glucocorticoid in neonatal rat
heart. Endocrinology 2002;143:198–204.
[18] Funder JW. Reconsidering the roles of the mineralocorticoid receptor. Hypertension
2009;53:286–90.
[19] Yamamuro M, Yoshimura M, Nakayama M, Abe K, Shono M, Suzuki S, et al. Direct
effects of aldosterone on cardiomyocytes in the presence of normal and elevated ex-
tracellular sodium. Endocrinology 2006;147:1314–21.
[20] Matsui S, Satoh H, Kawashima H, Nagasaka S, Niu CF, Urushida T, et al. Non-genomic
effects of aldosterone on intracellular ion regulation and cell volume in rat ventric-
ular myocytes. Can J Physiol Pharmacol 2007;85:264–73.
[21] Karmazyn M, Liu Q, Gan XT, Brix BJ, Fliegel L. Aldosterone increases NHE-1 expres-
sion and induces NHE-1-dependent hypertrophy in neonatal rat ventricular
myocytes. Hypertension 2003;42:1171–6.
[22] Katoh D, Hongo K, Ito K, Yoshino T, Kayama Y, Komukai K, et al. A technique for
quantifying intracellular free sodium ion using a microplate reader in combination
with sodium-binding benzofuran isophthalate and probenecid in cultured neonatal
rat cardiomyocytes. BMC Res Notes 2013;6:556.
[23] Harrison SM, McCall E, Boyett MR. The relationship between contraction and intra-
cellular sodium in rat and guinea-pig ventricular myocytes. J Physiol 1992;449:
517–50.
[24] Despa S, Islam MA, Pogwizd SM, Bers DM. Intracellular [Na+] and Na+ pump rate in
rat and rabbit ventricular myocytes. J Physiol 2002;539:133–43.
[25] Satoh H, Hayashi H, Noda N, Terada H, Kobayashi A, Yamashita Y, et al. Quantiﬁca-
tion of intracellular free sodium ions by using a new ﬂuorescent indicator,
sodium-binding benzofuran isophthalate in guinea pig myocytes. Biochem Biophys
Res Commun 1991;175:611–6.
[26] Rossier MF, Python M, Maturana AD. Contribution of mineralocorticoid and gluco-
corticoid receptors to the chronotropic and hypertrophic actions of aldosterone in
neonatal rat ventricular myocytes. Endocrinology 2010;151:2777–87.
[27] Gaeggeler HP, Gonzalez-Rodriguez E, Jaeger NF, Lofﬁng-Cueni D, Norregaard R,
Lofﬁng J, et al. Mineralocorticoid versus glucocorticoid receptor occupancy mediat-
ing aldosterone-stimulated sodium transport in a novel renal cell line. J Am Soc
Nephrol 2005;16:878–91.
[28] Rupprecht R, Reul JM, van Steensel B, Spengler D, Soder M, Berning B, et al. Pharma-
cological and functional characterization of human mineralocorticoid and glucocor-
ticoid receptor ligands. Eur J Pharmacol 1993;247:145–54.[29] Ren R, Oakley RH, Cruz-Topete D, Cidlowski JA. Dual role for glucocorticoids in car-
diomyocyte hypertrophy and apoptosis. Endocrinology 2012;153:5346–60.
[30] Wolska BM, Averyhart-Fullard V, Omachi A, Stojanovic MO, Kallen RG, Solaro RJ.
Changes in thyroid state affect pHi and Nai+ homeostasis in rat ventricular
myocytes. J Mol Cell Cardiol 1997;29:2653–63.
[31] Zaza A, Kline RP, Rosen MR. Effects of alpha-adrenergic stimulation on intracellular
sodium activity and automaticity in canine Purkinje ﬁbers. Circ Res 1990;66:416–26.
[32] Wasserstrom JA, Schwartz DJ, Fozzard HA. Catecholamine effects on intracellular so-
dium activity and tension in dog heart. Am J Physiol 1982;243:H670–5.
[33] Pecker MS, Im WB, Sonn JK, Lee CO. Effect of norepinephrine and cyclic AMP on in-
tracellular sodium ion activity and contractile force in canine cardiac Purkinje ﬁbers.
Circ Res 1986;59:390–7.
[34] Lee CO, Dagostino M. Effect of strophanthidin on intracellular Na ion activity and
twitch tension of constantly driven canine cardiac Purkinje ﬁbers. Biophys J
1982;40:185–98.
[35] Fang KM, Lee AS, Su MJ, Lin CL, Chien CL, Wu ML. Free fatty acids act as endogenous
ionophores, resulting in Na+ and Ca2+ inﬂux andmyocyte apoptosis. Cardiovasc Res
2008;78:533–45.
[36] Yamamoto K, Ikeda U, Seino Y, Tsuruya Y, Oguchi A, Okada K, et al. Regulation of Na,
K-adenosine triphosphatase gene expression by sodium ions in cultured neonatal
rat cardiocytes. J Clin Invest 1993;92:1889–95.
[37] Hongo K, White E, Le Guennec JY, Orchard CH. Changes in [Ca2+]i, [Na+]i and Ca2+
current in isolated rat ventricular myocytes following an increase in cell length.
J Physiol 1996;491:609–19.
[38] Lister K, Autelitano DJ, Jenkins A, Hannan RD, Sheppard KE. Cross talk between cor-
ticosteroids and alpha-adrenergic signalling augments cardiomyocyte hypertrophy:
a possible role for SGK1. Cardiovasc Res 2006;70:555–65.
[39] Yoshikawa N, Nagasaki M, Sano M, Tokudome S, Ueno K, Shimizu N, et al. Ligand-
based gene expression proﬁling reveals novel roles of glucocorticoid receptor in car-
diac metabolism. Am J Physiol Endocrinol Metab 2009;296:E1363–73.
[40] La Mear NS, MacGilvray SS, Myers TF. Dexamethasone-induced myocardial hyper-
trophy in neonatal rats. Biol Neonate 1997;72:175–80.
[41] De P, Roy SG, Kar D, Bandyopadhyay A. Excess of glucocorticoid induces myocardial
remodeling and alteration of calcium signaling in cardiomyocytes. J Endocrinol
2011;1:105–14.
[42] Quednau BD, Nicoll DA, Philipson KD. The sodium/calcium exchanger family—SLC8.
Pﬂugers Arch 2004;447:543–8.
[43] Koban MU, Moorman AF, Holtz J, Yacoub MH, Boheler KR. Expressional analysis of
the cardiac Na–Ca exchanger in rat development and senescence. Cardiovasc Res
1998;37:405–23.
